1. Introduction {#sec1-viruses-11-00398}
===============

Canine diarrhea is one of the most common illnesses treated by veterinarians with many possible causes of canine diarrhea, including bacteria, parasites, and viruses \[[@B1-viruses-11-00398]\]. One of the most important dog enteric viruses is canine parvovirus 2 (CPV-2) in the *Carnivore protoparvovirus species 1* \[[@B2-viruses-11-00398]\]. Parvoviruses are small, icosahedral, nonenveloped, single-stranded DNA viruses that are pathogenic to a variety of mammals \[[@B3-viruses-11-00398],[@B4-viruses-11-00398],[@B5-viruses-11-00398]\]. The vertebrate-infecting parvoviruses are classified in the subfamily *Parvovirinae* in the *Parvoviridae* family (which also includes the insect infecting subfamily *Densovirinae*). The *Parvovirinae* subfamily is currently subdivided into eight officially recognized genera (*Dependoparvovirus*, *Copiparvovirus*, *Bocaparvovirus*, *Amdoparvovirus*, *Aveparvovirus*, *Protoparvovirus*, *Tetraparvovirus*, and *Erythroparvovirus* \[[@B6-viruses-11-00398]\]). The recently proposed genus *Chapparvovirus* is currently comprised of a rat parvovirus 2 (KX272741) \[[@B7-viruses-11-00398]\], *Eidolon helvum* fruit bat parvovirus 1 (MG693107.1) \[[@B8-viruses-11-00398]\], and *E*. *helvum* bat parvovirus 2 (JX885610) \[[@B9-viruses-11-00398]\], *Desmodus rotundus* bat parvovirus (NC032097.1) \[[@B10-viruses-11-00398]\], simian parvo-like virus 3 (KT961660.1) \[[@B11-viruses-11-00398]\], Turkey parvovirus TP1-2012/Hun (KF925531) \[[@B12-viruses-11-00398]\], porcine parvovirus 7 (KU563733) \[[@B13-viruses-11-00398]\], murine chapparvovirus (MF175078) \[[@B14-viruses-11-00398]\], Tasmanian devil-associated chapparvovirus strains 1--6 (MK513528-MK53533) \[[@B15-viruses-11-00398]\], red-crowned crane-associated parvovirus (KY312548, KY312549, KY312550, KY312551) \[[@B16-viruses-11-00398]\], and chicken chapparvovirus 1 and 2 (MG846441 and MG846642) \[[@B17-viruses-11-00398]\]. A close relative of murine chapparvovirus, initially reported in the feces of a wild *Mus musculus* from New York City \[[@B14-viruses-11-00398]\], called murine kidney parvovirus (MH670588) was recently shown to cause nephropathy in immunocompromised laboratory mice \[[@B18-viruses-11-00398]\]. A recent survey of eukaryotic genomes for chapparvovirus sequences has also shown the presence of a likely exogeneous chapparvovirus genome in a fish (Gulf pipefish or *Syngnathus scovelli*) and of mostly defective germline sequences in another fish (Tiger tail seahorse or *Hippocampus comes*) as well as in multiple invertebrates, indicating an ancient origin for chapparvoviruses \[[@B19-viruses-11-00398]\]. A phylogenetic analysis of NS1 also indicated chapparvoviruses fall outside the traditional vertebrate-infecting *Parvovirinae* subfamily clade and closer to that of a subset of members of the subfamily *Densovirinae* \[[@B19-viruses-11-00398]\].

Here an unexplained diarrhea outbreak among dogs was analyzed using viral metagenomics after diagnostic tests were negative for common canine enteric pathogens. The genome of a novel chapparvovirus was characterized and used to perform an epidemiological study to measure its prevalence and possible clinical significance.

2. Materials and Methods {#sec2-viruses-11-00398}
========================

2.1. Sample Collection and Pathogen Screening {#sec2dot1-viruses-11-00398}
---------------------------------------------

Nine stool samples from dogs suffering from an infectious diarrhea outbreak in Colorado in October 2017 were submitted to IDEXX Reference Laboratories, Inc. (Sacramento, CA, USA) for pathogen testing. Fourteen dogs were involved in the initial outbreak which were identified by clinical signs that started with steatorrhea, progressed to hemorrhagic diarrhea with additional symptoms of lethargy, fever, and low lymphocyte counts pointing to a possible viral infection. At the time of feces collection, the nine sampled dogs were at various stages of the disease, with two of the dogs relapsing a month after initially experiencing parvo-like clinical signs. These stool samples were all negative for *Giardia* spp., *Cryptosporidium* spp., *Salmonella* spp., *Clostridium perfringens* enterotoxin gene (quantitative), *Clostridium perfringens* Alpha-toxin gene (quantitative), Canine enteric coronavirus (alphacoronavirus), Canine Parvovirus 2 and Canine Distemper virus using the IDEXX canine diarrhea profile real-time PCR tests.

2.2. Metagenomic Analysis {#sec2dot2-viruses-11-00398}
-------------------------

Stool samples were grouped into three pools of three and vortexed in phosphate buffer saline (PBS) with zirconia beads followed by microfuge centrifugation at 14,000 *rpm* for 10 min. The supernatants were passed through a 0.45 µm filter (Millipore, Burlington, MA, USA) and digested with a mixture of nuclease enzymes to enrich for viral particles \[[@B20-viruses-11-00398],[@B21-viruses-11-00398]\]. RNA was extracted using the MagMAX kit (ThermoFisher, Waltham, MA, USA) which was transcribed into cDNA using a random RT-PCR step. The library was generated using the transposon-based Nextera™ XT Sample Preparation Kit (Illumina, San Diego, CA, USA) which was deep sequenced with the MiSeq platform (250 bases, paired-end reads) with dual barcoding. After demultiplexing the reads, they were trimmed and de novo assembled to produce contigs \[[@B22-viruses-11-00398]\]. Both singlets and contigs were compared to all eukaryotic viral protein sequences in GenBank's non-redundant database using BLASTx \[[@B23-viruses-11-00398]\].

2.3. Genome Assembly and Diagnostic PCR {#sec2dot3-viruses-11-00398}
---------------------------------------

Pairwise identity matrices using the amino acid sequence of the NS1 wasgenerated using Geneious R11 (Newark, NJ, USA). Amino acid sequences from the NS1 region of all available chapparvoviruses were aligned using MUSCLE and a Maximum likelihood tree was created using the Jones--Taylor--Thorton matrix-based model with 1,000 bootstrap replicates in MEGA6.0 \[[@B24-viruses-11-00398],[@B25-viruses-11-00398],[@B26-viruses-11-00398]\].

A set of nested PCR primers were designed to screen for cachavirus in the nine stool samples from the diarrheal outbreak. DNA was extracted from each individual stool sample using the QIAamp MinElute Virus Spin kit (Qiagen, Hilden, Germany) and nested PCR assay primers were used to screen for cachavirus DNA. The first round of primers CPV_625F (5'-CAA CTA GCC GAA TGC AGG GA-3') and CPV_948R (5'-CGA TAA CAT CCC CGG ACT GG-3') were designed to target 323 nt of the NS1 region. The second round of primers CPV18_687FN (5'-AGC TCA GTT TGG CCC AGA TC-3') and CPV_911RN (5'-AGAGGGATCGCTGGATCTGT-3') targeted a 224 nt region within the amplicon of the first round of primers. The PCR (containing a final concentration of 0.2 µm of each primer, 0.2 mM of dNTPs, 0.625 U of Amplitaq Gold^®^ DNA polymerase (Applied Biosystems, Waltham, MA, USA), 1× PCR Gold buffer II, 1.5 mM of MgCl~2~ and 1 µL of DNA template in a 25 µl reaction) proceeded as follows: 95 °C for 5 min, 40 cycles of (95 °C for 30 s, (52 °C for the first round and 54 °C for the second round of primers) for 30 s, and 72 °C for 30 s), followed by a final extension at 72 °C for 7 min. PCR products of the correct size were verified by gel electrophoresis and Sanger sequencing.

2.4. Prevalence {#sec2dot4-viruses-11-00398}
---------------

A proprietary real-time PCR assay with an amplification efficiency of 95% and an r^2^ value of 0.99 was developed by IDEXX. One gram of feces was added to 3 mL of lysis buffer and 600 µL extracted into 200 µL nucleic acid eluate. Five µL of the eluate was tested in a PCR reaction with a limit of detection of 10 copies DNA for a sensitivity of 1,600 copies per gram of feces. A chi-square test comparing the proportion of healthy dogs that tested positive for cachavirus and those testing positive with diarrhea in 2017 and 2018 was performed in order to determine if the difference in frequency was statistically significant.

3. Results {#sec3-viruses-11-00398}
==========

Nine canine diarrheal samples from an unexplained outbreak of diarrhea were analyzed by viral metagenomics using three pools of three diarrhea samples each. Based on the BLASTx results, one of the three pools showed the presence of viral sequences most closely related to different chapparvoviruses reported from different vertebrates (0.05% of all reads). Other eukaryotic viral sequences observed were from Gyrovirus 4 (0.0003% of all reads), which has been reported in both chicken meat and human stool \[[@B27-viruses-11-00398]\], indicating that it likely represents a dietary contaminant, and Torque teno canis virus (0.002% of reads), a common commensal canine blood virus \[[@B28-viruses-11-00398]\].

Using de novo assembly and PCR paired with Sanger sequencing, a near complete genome of 4,123 bases containing the two main open reading frames of chapparvoviruses was generated ([Figure 1](#viruses-11-00398-f001){ref-type="fig"}, panel A). The available genome consisted of a 516 bases partial 5'UTR followed by an ORF encoding a 663 aa non-structural protein (NS) possessing the ATP binding Walker loop motif GPSNTGKS followed by a second ORF encoding a 505 aa viral capsid (VP) finishing with a 108 bases partial 3'UTR ([Figure 1](#viruses-11-00398-f001){ref-type="fig"}, panel A). When NS1 and VP1 proteins were compared to all available parvovirus sequences, the closest relative was from a Cameroonian fruit bat chapparvovirus (MG693107.1) \[[@B8-viruses-11-00398]\] with an amino acid identity of 61 and 63% respectively ([Table S1](#app1-viruses-11-00398){ref-type="app"}). A 210 amino acid ORF that is missing a start codon and is overlapping the NS1 ORF was also detected showing 57% identity to its homologue protein in mouse kidney parvovirus (AXX39021) \[[@B18-viruses-11-00398]\] ([Figure 1](#viruses-11-00398-f001){ref-type="fig"}, panel A). This NP ORF is widely conserved among chapparvoviruses \[[@B19-viruses-11-00398]\]. The 5' UTR DNA sequence was 68% identical to that of the bat parvovirus sequence (MG693107.1)). The virus was named cachavirus ([ca]{.ul}nine [cha]{.ul}pparvovirus) strain 1A (CachaV-1A).

Distance matrices of the NS1 showed that the cachavirus is sufficiently divergent based on ICTV criteria \[[@B6-viruses-11-00398]\] (members of same species showing \>85% NS1 identity) to qualify as a member of a tentative new species *Carnivore chapparvovirus species* 1 in the proposed *Chapparvovirus* genus ([Table S1](#app1-viruses-11-00398){ref-type="app"}). A phylogenetic analysis of the NS1 ORF confirms its closest currently known relative is from a Cameroonian fruit bat ([Figure 1](#viruses-11-00398-f001){ref-type="fig"}, panel B).

Using a nested PCR, the other 8 samples were tested for the presence of this virus which was detected in a second diarrheic sample from that outbreak.

A larger set of canine fecal samples were then tested using a real-time PCR assay. Of 2,053 fecal samples tested, a total of 80 were positive ([Table 1](#viruses-11-00398-t001){ref-type="table"}). Fecal sample submissions from the same time frame as the outbreak (Sept-Oct 2017) were tested in order to determine the prevalence of CachaV-1 during that time. Healthy samples from fecal flotation samples submitted in 2018 for preventive care screening were available. A second set of diarrhea samples that were collected during the same time frame as the healthy samples was also analyzed to check for differences in prevalence across time, as was a set of 83 bloody diarrhea samples.

Three stool samples out of 203 healthy animals tested positive, 32 were positive out of 802 diarrhea submissions from September to October of 2017, and 45 were positive out of 965 diarrhea submissions from September to October of 2018. None of the 83 bloody diarrhea samples tested were positive ([Table 1](#viruses-11-00398-t001){ref-type="table"}). When the fraction of PCR positive fecal samples was compared between the healthy animals (1.47% positive) and those with diarrhea, a statistically significant difference (*p* \< 0.05) could be detected with the 965 diarrhea cases from 2018 (4.66% positive; *p* = 0.037), but not with the 803 diarrhea cases collected in 2017 (4.0% positive; *p* = 0.08). When 2017 and 2018 diarrhea samples were combined (4.35% positive) and compared to the healthy group (1.47% positive), we measured a *p*-value of 0.05.

Cachavirus viral load as reflected by the Ct value of the real-time PCR were low across all four cohorts, with Ct values ranging from 29 to 39 with an average value of 36 for all positive groups. The five dog samples with the lowest Ct values (highest viral load) were then analyzed by viral metagenomics. All five samples yielded cachavirus reads, but one yielded a near complete genome (cachavirus \[1B\]). This sample also yielded 0.001% reads that were related to anelloviruses. None of the other four animals showed the presence of other known mammalian viruses. The cachavirus-1B genome showed 98% overall nucleotide identity with the index IDEXX-1A strain. The NS1 and VP encoded protein showed 99 % identity.

4. Discussion {#sec4-viruses-11-00398}
=============

There are currently five other known canine parvovirus species belonging to two genera of the *Parvoviridae* family. Canine parvovirus 2 (CPV2) in the *Carnivore protoparvovirus 1* species is a highly pathogenic virus that is closely related to feline parvovirus (FPV), the cause of feline panleukopenia, and can infect other carnivores such as coyotes, wolfs, raccoons and pumas \[[@B29-viruses-11-00398]\]. Canine bufavirus, a second protoparvovirus (in the species *Carnivore protoparvovirus 2*) was reported in 2018 in fecal and respiratory samples from both healthy and dogs with signs of respiratory illness \[[@B30-viruses-11-00398]\]. That same protoparvovirus was recently reported as a frequent component of juvenile cats fecal and respiratory samples \[[@B31-viruses-11-00398]\]. The canine minute virus (CnMV) in the *Carnivore bocaparvovirus 1* species is less pathogenic than CPV2 but can cause diarrhea in young pups and is frequently found in the context of co-infections \[[@B32-viruses-11-00398]\]. Distantly related to CnMV, a second canine bocavirus in the *Carnivore bocaparvovirus 2* species was sequenced in dogs with respiratory diseases \[[@B33-viruses-11-00398]\]. A third bocavirus was then characterized from the liver of a dog with severe hemorrhagic gastroenteritis \[[@B34-viruses-11-00398]\].

Here, we describe the near complete genomes of two closely related cachaviruses, members of a new tentative species (*Carnivore chapparvovirus 1*) in a proposed genus *Chapparvovirus*, the third genera of viruses from the *Parvoviridae* family now reported in canine samples. The chapparvovirus was found in only two animals of the initial nine sampled. Many of the dogs in the outbreak analyzed were sampled more than 10 days after onset of clinical signs, increasing the possibility that they were no longer shedding viruses. Additionally, diarrhea is one of the top reasons for veterinary visits and some patients may have coincidentally presented with diarrhea from some other cause.

The two samples positive for CachaV-1 presented in the same week and were in the group of patients with the most severe clinical signs, requiring plasma transfusion and more aggressive supportive care. One of the two dogs, sampled at nine days after onset, died two days later. Because of the variable and often delayed feces sampling, it was therefore not possible to determine a clear disease association in this small group of diarrheic dogs (i.e., not all affected animals were shedding cachavirus).

A possible role for the cachavirus infection in canine diarrhea was further tested by comparing cachavirus DNA PCR detection in larger groups of healthy and diarrheic animals including a group of animals with bloody diarrhea. A statistically significant difference (*p* = 0.037) was seen when diarrhea samples from 2018 were compared to the feces from healthy animals collected the same year. When 2017 diarrheic samples were compared to e 2018 healthy samples, the *p*-value was 0.08. When 2017 and 2018 diarrhea samples were combined and compared to the healthy samples, the *p*-value was 0.05. The association of cachavirus with diarrhea is therefore borderline and the detection of viral DNA remains limited to \~4% of cases of diarrhea. The limited number of healthy samples available for PCR limited the statistical power of this analysis and a larger sample size will be required for further testing of disease association. The absence of detectable cachavirus DNA in 83 other cases of bloody diarrhea was unexpected given the similar signs that developed in the initial outbreak. Detection of viral DNA in feces may be related to timing of sample collection as shedding of the intestinal lining during hemorrhagic diarrhea may preclude viral replication and fecal shedding.

The detection of this virus in multiple fecal samples, the absence of prior cachavirus reports from tissues or fecal samples from other animals, and the confirmed vertebrate (murine) tropism of another chapparvovirus (mouse kidney parvovirus) \[[@B18-viruses-11-00398]\], support the tentative conclusion that cachavirus infects dogs. Given its relatively low viral load and only borderline association with diarrhea, this virus' possible role in canine diarrhea or other diseases will require further epidemiological studies. Because viral nucleic acids in fecal samples may also originate from ingestion of contaminated food (rather than replication in gut tissues), the tropism of cachavirus for dogs will require further confirmation such as specific antibody detection, viral culture in canine cells, and/or evidence of replication in vivo such as RNA expression in enteric tissues of dogs shedding cachavirus DNA.
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###### 

Real-time PCR results of cachavirus from four cohorts. A total of 2,053 samples were tested.

                                                           Healthy Stool   Bloody Diarrhea   Diarrhea Submissions Sept-Oct 2017   Diarrhea Submissions Sept-Oct 2018   Total Diarrhea submissions (2017 + 2018)
  -------------------------------------------------------- --------------- ----------------- ------------------------------------ ------------------------------------ ------------------------------------------
  number                                                   203             83                802                                  965                                  1767
  \# Tested positive                                       3               0                 32                                   45                                   77
  Frequency                                                1.47%           0%                3.99%                                4.66%                                4.35%
  Average Ct                                               36.49           \-                36.48                                36.38                                36.15
  *p*-value of frequency when compared to healthy cohort   \-              \-                0.08                                 0.037                                0.05
